USA. Tables   Supplementary Table S1   Supplementary Table S2 2 were used for TEDA optimization (Fig. 1A) . Since the initial TEDA reaction was derived from the Gibson reaction, the initial reaction was set at 0.08 U T5 exonuclease in a reaction (Fig.S5A) or -20 o C (Fig. S5B) . At indicated time intervals, these stored TEDA solutions were used to assemble the pBBR1MCS5::lacZ-truncated fragment and the Middle-lacZ fragment with 15-bp homologous arms (Fig. S4B) . 100 ng vector and the same molar ratio of fragment were used.
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5 µL of TEDA reaction was transformed into the Inoue prepared competent cells. The same amount of pBBR1MCS5::lacZ-truncated fragment and Middle-lacZ fragment were also directly transformed into the cells without the TEDA treatment as the negative control (Neg).
C) The cloning efficiency of a new prepared 5X TEDA solution and that of a 5X TEDA solution stored at -80 o C for 4 months were assayed.
